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CHOD-POD Method
CLINICAL SIGNIFICANCE : ASSAY CONDITIONS:
Wavelength : ..o, 510 nm

Measurement of serum cholesterol levels can serve as an
indicator of liver function, biliary function, intestinal
absorption, propensity toward coronary artery disease,
thyroid function and adrenal disease. Cholesterol levels are
important in the diagnosis and classification of hyperlipopro-
teinemias. Stress age, gender, hormonal balance and
pregnancy affect normal cholesterol levels.

TEST PRINCIPLE :

Cholesterol Esterase
Cholesterol Esters ——— > Cholesterol + Fatty Acids

Cholesterol Oxidase
Cholesterol + O, —— > Cholesten-3-one + H,0,

Peroxidase
2H,0, + 4-Aminoantipyrine + Phenol —> Quinoneimine ( red dye )
+4H,0

Quinoneimine dye colored red is formed from 4-aminoanti-
pyrine, phenol, and hydrogen peroxide. The absorption of
the solution of this dye is proportional to the concentration of
cholesterol in the sample.

REAGENTS COMPOSITION :

Reagent-1 (R1) Cholesterol Reagent
Good’s buffer : 50 mmol/l, pH 6.7
Phenol : 5 mmol/L

4AA : 0.3 mmol/L

Cholesterol esterase : >200 U/L
Cholesterol oxidase : >50 U/L
Peroxidase: > 3 KU/L

Cholesterol Standard : 200 mg/dL

All the components of the kit are stable until the expiration
date on the label when stored tightly closed at 2 -8 °C,
and contaminations prevented during their use. Do not use
reagents over the expiration date. Once opened the reagent
is stable for 1 month on-board the analyzer at approximately
10°C.

KIT CONTENTS :
CODE No. CHO1 . CHO2 CHO03
Pack size : (2x25 ml) (2x50 ml) (5x100 ml)

Reagent-1 (R1)
Cholesterol Reagent 2 x25ml 2 x50 ml 5x 100 ml

Cholesterol Standard 1 x 1 ml 1x 1ml 1x2ml
(200mg/dL)

SAMPLES : Serum or heparinised Plasma
Serum should be separated from blood as soon as possible.

MATERIALS REQUIRED BUT NOT PROVIDED :
Cholesterol Control (Use of assayed QC sera is recommended to
validate test result).

INTERFERENCES

Gross haemolysis, ampicillin and heparin interfere with the
results. Elevated bilirubin and lipemic samples may have a
slight effect on accuracy. For grossly lipemic samples run a
sample blank by adding 0.02 ml sample in 2 ml distilled water.
Read the absorbance against D.W. and subtract the blank
absorbance.

Cuvette: ..., 1 cm light path
Constant temperature ... ... 37°C
. End Point

Reaction .........cccevnene. .

Standard Conc........cccevueeeeinnnn. 200 mg/dL

Linearity........ccoovviiiiiiiicieee 700 mg/dL
... mg/dl

Slope of Reaction ..........ccccee..e. Increasing

Blanking.........cccooeeiiiieiniiieiieeee Reagent

PROCEDURE :

Pipette into test tubes labeled Blank (B), Standard (S) and Test (T)
as follows:

B S T
Cholesterol Reagent (R1)[ 1.0ml | 1.0 ml | 1.0 ml
Cholesterol Standard 10ul
Specimen 10ul

Mix and incubate for 5 mint at 37°C or 10 mint. at RT (25°C - 30°C).
Read absorbance of Standard (S) and Test (T) against Blank (B)
with 510 nm. The final color is stable for 1 hour at R.T.

CALCULATIONS : Abs. of T
Cholesterol in mg/dl = --------eeeeeeeen x 200

Abs. of S
REFERENCE RANGE :

Normal < 200 mg/dL
Borderline high 200-239 mg/dL
High = 240 mg/dL

The above reference range is guideline and all the
laboratories must establish their own normal reference
range. Final diagnosis should be made with correlation of
clinical factors.

PRECAUTIONS :

1. Storage conditions as mentioned on the kit to be adhered.

2. Use clean glassware and microtips while pipetting Cholesterol Standard.
Replug Cholesterol Standard vial after use

w

. Avoid contamination of the reagent during the assay process.

N

. Before the assay begins, bring all the reagents to room temperature.

o

If a larger volume of reagent is required for the absorbance reading,
requisite volume can be taken in multiples, keeping the same ratio of
reagent to specimen/standard.

(2]

. Do not freeze or expose the reagents to high temperature and protect from
direct sunlight as it will affect the performance of the kit.

~

. Programmes for specific autoanalysers are available on request.

*®

For accuracy of results, the assay procedure, reagent preparation
and storage has to be meticulously followed.

©

As with all the diagnostic procedures, the physician should evaluate data
obtained by the use of this kit in light of other clinical information.

LINEARITY AND DETECTION LIMIT :

The assay is linear up to Cholesterol concentration of
700 mg/dl. The results of the performance characteristics
depend on the analyzer used. If the results obtained were
greater than linearity limit, dilute the sample 1 : 4 with Normal
Saline and multiply the result by 4.
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